1/25 



Ti«e: METHOD FOR PRODUCING 
GENE TRANSFERRED DENDRITIC ' 
CELLS (AS AMENDED) j 
Applicant: Shinji Okano. et al. | 
Serial No.: Not yet assigned Customer No.: 21559 
Docket No.: 50026/058001 Page J of 25 



10* 



10*- 



102- 



10^ 
100 



3.5 



3.8 



92.4 



0.3 



^QO iQl lV lV 10* 



CD11C 



o 
o 



10« 
10*- 
10^ 




GS 

o 
o 



10^ 


0 


96.6 


10* 












10^ 






0 


• 3.4 



10* 



100 10^ 10* 10* 



00 

o 
o 




FIG. 1 



TiUe: METHOD FOR PRODUCING 
GENE TRANSFERRED DENDRITIC 
CELLS (AS AMENDED) 
Applicant: Shinji Okano, et al. 
Serial No.: Not yet assigned Customer No • 21 55S 
2/25 * 50026/058001 Page XTof 25 




FIG. 2 



3/25 



TiUe: METHOD FOR PRODUCING ^ 

rin cT^'^^''^''''^° DENDRITIC 
CELLS (AS AMENDED) 

Applicant: Shinji Okano. et al 

r^' MS" assigned Customer No • 21559 

Docket No.: 50026/058001 Page X_of25 i 



(A) 



_ 2000i 



9 1000- 

5 

X 



10 20 30 40 50(MOI) 
DOSE OF SeV-EGFP 




10 ^ 30 40 50(MOI) 
DOSE OF SeV-EGFP 




3000 



10 20 30 40 50 (MOI) 
DOSE OF SeV-EGFP 




10 20 30 40 50 (MOI) 
DOSE OF SeV-EGFP 



(E) 6001 




0 10 20 30 40 50 (MOI) 

DOSE OF SeV-EGFP 



FIG. 3 



Title: METHOD FOR PRODUCING ^, 
GENE TRANSFERRED DENDRITIC I 
CELLS (AS AMENDED) 

Applicant: Shinji Okano. et al. | 
Serial No.: Not yet assigned Customer No.: 21559 
Docket No.: 50026/058001 Page ^ of 25 

4/25 



(A) 

. 200(h 



cc 

9 1000: 



(B) 



0 10 20 30 4d 50(MOI) 
SeV-EGFP0ffiS 



CO 

O 
O 



500n 

4oa 

300-^ 

200- 

100- 

a- 



(C) 



a 
o 



10 20 30 40 50 (MOI) 
SeV-EGFP(Dffla 

500Oi 
4000- 

3000- r^^^ 
2000^ 
1000- 
O 



10 20 30 4^ 50 (MOI) 
SeV-EGFP(Dffifi 




'0 10 20 30 40 50 (MOD 
SeV-EGFPa)fflM 




0 10 20 30 40 50 (MOI) 

SeV-EGFPCOffim 



FIG. 4 



Title: METHOD FOR PRODUCING 

GENE TRANSFERRED DENDRITIC , 

CELLS (AS AMENDED) 

Applicant: Shinji Okano, et al. 

Serial No.: Not yet assigned Customer No.: 21559 

Docket No.: 50026/058001 Page ^ of25 

5/26 




10 20 30 40 50(MOI) 
DOSE OF SeV-EGFP 



(B) 



100C 



o 

CO 

O 
U 



50& 



(C) 



_ 500O 
^ 400O 
«D 3000 
§ 2000 
1000 
0 



10 20 30 40 50(MOI) 
DOSE OF SeV-EGFP 




10 20 30 40 50 (MOI) 

DOSE OF SeV-EGFP 




10 20 30 40 50(MOI) 
DOSE OF SeV-EGFP 



10 20 30 40 50(MOI) 

DOSE OF SeV-EGFP 



FIG. 5 



Title: METHOD FOR PRODUCING ^ 
GENE TRANSFERRED DENDRITIC 
CELLS (AS AMENDED) 

Applicant: ShinjI Okano, el al. j 
Serial No.: Not yet assigned Customer No.: 21559 
Docket No.: 50026/058001 Page of 25 I 

6/25 



MOI 




TIME AFTER GENE TRANSFER (DAYS) 



FIG. 6 



7/25 



TiUe: METHOD FOR PRODUCING 

GENE TRANSFERRED DENDRITIC 

CELLS (AS AMENDED) 

Applicant: Shinji Okano, et al. 

Serial No.: Not yet assigned Customer No.: 21559 i 

Docket No.: 50026/058001 Page 1 of 25 i 



OO 








CO 


cd 






CO 


















o 





CO 

o 



O 



87.2 




12.8 








CD 


o 



CM 



^ o 



CD 

a> 
► * : 
O 



u 

Q 
O 




cJdO 



FIG. 7 



Title: METHOD FOR PRODUCING 

GENE TRANSFERRED DENDRITIC 

CELLS (AS AMENDED) 

Applicant: Shinji Okano. et al. 

Serial No.: Not yet assigned Customer No.: 21559 

Docket No.: 50026/058001 Page 9. of 25 

8/25 



I 

> 

■ 



GO 



..*:.t r 



CM 

O 

:> 



CO 
cn 




CO 
















o 

^'""""'ZT"" ' ' *"' 










CO 
LO 



£3 

+ 



ID 

CjJ 

cr> 



CO" 



CO 

s 

O 



I C3 

+ 



CD : 



5 

CSJ 

O 



+ 

CO 



s 



CD 
CD 



CM 



O 



o 




CO 




1 — 

CO 


CT> 
C75 




CD 


















■ 


CD 


CD 



GO 



O 

3> 



ddO 



FIG. 8 



Title: METHOD FOR PRODUCING 

GENE TRANSFERRED DENDRITIC 

CELLS (AS AMENDED) 

Applicant: Shinji Okano, et al. 

Serial No.: Not yet assigned Customer No.: 21559 i 

Docket No.: 50026/058001 Page ^ of 25 

9/25 



0. 
u. 

o 



I 

O 
O 
O 
CO 



QQ 



1 

o 
o 
o 

CM 

GFP MFI 



o 
o 
o 



CZ3 



Q. 
O 




ddO% 



CO 

£3 



+ 
+ 



+ 
+ 



> 



• + 
+ + 



+ + 



> 

xn 



C/5 

t 
> 

1/3 



> 

t 



02 

t 

> 



> 
t 



FIG. 9 



Title: METHOD FOR PRODUCING 

GENE TRANSFERRED DENDRITIC ! 

CELLS (AS AMENDED) , 

Applicant: Shrnji Okano. et al. , 
Serial No.: Not yet assigned Customer No.: 21 559 : 

Docket No.: 50026/058001 Page IQ of 25 i 

10/25 j^oT^o 



INCUBATION WITH SeV FOR EACH PERIOD 
SUPERNATANT OF WASHED MEDIUM 
• ADDITION OF SeV TO CULTURE WELLS 



(A) (B) 

15Ch 300CH 



£L 100' 
O 

50H 



g: 2000- 



LL. 

CD 



1000- 



p— , — , , — 

0 25 50 75 100 

DURATION OF INFECTION 



(min) 




0 25 50 75 100 

DURATION OF INFECTION 



(min) 



FIG. 10 



Title: METHOD FOR PRODUCING ' 

GENE TRANSFERRED DENDRITIC 

CELLS (AS AMENDED) 

Applicant: ShInjI Okano. et al. 

Serial No.: Not yet assigned Customer No.: 21559 ' 

Docket No.: 50026/058001 Page \l of 25 i 

11/25 I 



10^ 

102 

10° 



MOIO 



1.05 


56.1 







10° 10^ Itf 10^ 10* 



10* 

103 
102 



0.38 



•...'.llgsft,- 

5^^:90.5 



6.9: 

••TV. 


? 64.4 

^ai^- — 


3;8 


i;'- - '?^V 24.8 



10° 10^ 102 10^ 10* 

10* 
103 

Itf 

10^ 

IqO 

10° 10^ 102 10^ 10*- 

10*T 
103 
102 

10^ J 

io°i 



4.8' 




6.9 


ft- 746 



10*' 

103 
102 

10^ 
10'' 



MOI 10 



3.48 


26.9 


37;9:- 


••n?^' 32.3 



10*" 10^ 102 10^ 10* 

10*T 

10^ 

102 

10^ 
10' 

10* 

103 

102 

10^ 
10° 



3 


24 


3.1 ■ 


42 



10° 10^ 102 10^ 10* 



"6431 



0.61 



lOP 10^ 102 10^ 10* 



10° 10^ 102 10^ 10* 



10* 
103 
102 

10^ 
10° 



9.q 


5 . 71.2 


i7;i 


t 1.87 



10* 

103 
102 
10^ 
10° 

10* 

103 
102 
10^ 
10° 



MOI 100 



3.46 


29 


2^m 





10° 10^ 102 103 10* 



0.6! 


5 5.05 




ll^i' 60.8 



10° 10^ 102 103 10* 



10*: 



103 ■ :>; 
102?ii 



14,2^..,i:,,.. 77.2 




lOP 10^ 102 10* 



lOP 10^ 102 103 10* 



CD 11c 



FIG. 11 



12/25 



Title: METHOD FOR PRODUCING 

GENE TRANSFERRED DENDRITIC ' 

CELLS (AS AMENDED) 

Applicant: Shinji Okano, et al. ; 
Serial No.: Not yet assigned Customer No.: 21 559 1 
Docket No.: 50026/058001 Page \^ of 25 



10^ 
10^ 

10°: 



MOIO 





5 41.2 




ri; W ■ 

gfe^fvSC!- 50.5 



ioP 10^ 10^ ^cP 10* 



10* 
103 
102 
10^ 
10° 



O.K 


} 18.9 


13^ 





10° 10^ 102 10* 



10* 

Itf" 

102 

10^ 
10° 



2.2 


... 47.8 


6;§: 





10° 10^ 102 10^ 10* 



10* 

103 
102 

10^ 
10° 



0.46 



1Q.8;il4>?ifc88.8 



10* 
103 
102 
10^ 
10° 



MOI 10 



4.6: 


J 66.9 




>■ 5.27 



lOP 10^ 102 10* 



10* 

105 
102 

10' 



3.9( 


5 47.2 


35; 


1 13.7 



10'' 10' 102 10^ 10* 



10* 

103 
102 

10' 
10° 



5.8 


I 69.9 




I 3.09 



ibP 10^ io2 io3 10* 



10° 10' 102 103 10* 



10* 

103 
102 
10' 
10° 



10. 


. 54.8 


24i] 


r--"' 10.3 



10* 

103 
102 
10' 
10° 



MOI 100 



4.29 


76.8 


.• !-:.«rV;.S.-i.- 

. • !v. ■ 




■ . 'i'" - •' 

10.9' 8.08 



IOP 10^ 102 103 10* 



10* 
103 
102 
10' 



3.3 


1 51.4 




30.2 



10° 10' 102 103 10* 



10* 
103 
102 

10' 

10° 



4.9 


.. . . .. . . 76.7 

: f V'^v .-ft . 
;r-: v./^:;«.,';\«. , 


1^1 


f 7.28 



IOP 10' 102 103 10* 



10° 10' 102 103 10* 



10* 
103 
102 

10' 

lofl 



8.2* 



60.9 



23 



IOP 10' 102 103 10* 



CD 11c 



FIG. 12 



Title: METHOD FOR PRODUCING 

GENE TRANSFERRED DENDRITIC 

CELLS (AS AMENDED) 

Applicant: ShinjI Okano, et al. 

Serial No.: Not yet assigned Customer No.: 21559. 

Docket No.: 50026/058001 Page i j of 25 | 

13/25 J 



CCR7 



CCR7 




10000 CONTROL 



SeV+ LPS+ 
SeV+ LPS- 
SeV- LPS+ 
SeV- LPS- 



CD40 




. . SeV+LPS+ 
,^'-^Ir"?=C^ ^-X^ SeV+LPS- 

1^ i^'-v SeV-LPS- 
'"0" 10000 CONTROL 



75i 




MOI50 



MOI50 



FIG. 13 



14/25 



TiUe: METHOD FOR PRODUCING 

GENE TRANSFERRED DENDRITIC 

CELLS (AS AMENDED) : 

Applicant: Shinji Okano, et a! . oa^^q^ 

Serial No.: Not yet assigned Customer No. .21 559 , 

Docket No.: 60026/058001 Page JiL_ of 25 i 



CD 80 

CD80 I500i 




FIG. 14 



Tiae: METHOD FOR PRODUCING ^ 
GENE TRANSFERRED DENDRITIC 
CELLS (AS AMENDED) 

Applicant: Shinji Okano, et al. 

Serial No.: Not yet assigned Customer No.: 21559j 

Docket No.: 50026/058001 Page of 25 i 

15/25 _ J 



CD 83 




FIG. 15 



16/25 



TiUe: METHOD FOR PRODUCING 

GENE TRANSFERRED DENDRITIC 

CELLS (AS AMENDED) 

Applicant: ShinjI Okano, et al. 

Serial No.: Not yet assigned Customer No.: 21559 

Docket No.: 50026/058001 Page \Lp of 25 



OH 
ZD 



CO 



CO 

Q 
< 
LU 

m 




■ 

+ 

> 



+ 

a 

I 

> 
C/5 



+ 

£3 



CO 
CO 




CO 


CO 

, O 








OJ 

. CD 


o 


CD 





■ CO 





CO 




od 














o 


<=> 



'2> o 



o 



Sc. 



C3> 
CO 
CD 


CO 

cx> 
cn 




o 



"fc 'a> -c 



05 
CD 


05 

cr> 


CD 





. O CO 

i'cD o 

"Sd^ ^2 ^ ^ o 



CM 
CD 


CO 
OO 

■ -^^^ 


C3 


CD 



•fc. 



CD 

CD CM 
CO 







CD 


CO 



















so 



CO 


CO 

CD- 


CD 


CD 



O CO 



•2= o 



>; -s^ -a^ o 



C3 

CO 
OO 
CM 
CM 





CO 
CD 




. cz> 






Csl 

. O 




- CM 
OO 






CM 


CD 


O 



^ CD 
GO 
CD o> 



LU 



^ *^ CD ^ 



C7) 
CD 


OO 


o 





?i ^ •gD O *Sd^ 



i2 



O 

r— I 



FIG. 16 



17/25 



Title: METHOD FOR PRODUCING 

GENE TRANSFERRED DENDRITIC 

CELLS (AS AMENDED) j 

Applicant: Shinji Okano. et al. 

Serial No.: Not yet assigned Customer No 21 559 

Docket No.: 50026/058001 Page JTL of 25 j 




FIG. 17 



18/25 



TiUe: METHOD FOR PRODUCING 

GENE TRANSFERRED DENDRITIC 

CELLS (AS AMENDED) 

Applicant: Shinji Okano, et al. 

Serial No.: Not yet assigned Customer No : 21 559 

Docket No.: 50026/058001 Page \Jb__ of 25 



(A) 

(pg/ml) 
1500i 



1000 
500 
0 



IL-6 




(C) 

(pg/ml) 
5000 

4000 

3000 

2000 

1000 

0 



TNF-a 



A' 



(B) 

(pg/ml) 
300- 



IL-1P 



200 



DETECTION 
LIMIT 



DETECTION 
LIMIT 




DETECTION 
UMIT 



(D) 

(pg/ml) 
6000* 
5000 
4000 
3000 
2000 
1000 
0 



IL-8 




J" 



.DETECTION 
LIMIT 



FIG. 



18 



Tide: METHOD FOR PRODUCING 
GENE TRANSFERRED DENDRITIC 
CELLS (AS AMENDED) ■ 
Applicant: Shinji Okano. et al. I 
Serial No.: Not yet assigned Customer No.: 21 559^ 
. Docket No.: 50026/058001 Page A±_ of 25 

1 9/25 • 




FIG. 19 



20/25 



Title: METHOD FOR PRODUCING ^. 
GENE TRANSFERRED DENDRITIC ; 
CELLS (AS AMENDED) I 
Applicant: ShinjI Okano. et al. ^ 
Serial No.: Not yet assigned Customer No.: 21 559 
Docket No,: 50026/058001 Page of 25 | 



CD 

:> 



in 



o 

O 
I— 

<: 

I 

I 



CD 
CO 



Q_ 

o 
o -5 

< CO 







CO : 




















in 




















CD 


CD 



oQC 



CO 


CO 
CO 
CM 




o 



QO 



CD 
CD 


GO . 
5 




CD 














CD 


CD 



CM _ 



CD 








OO 






CO 
























IT) 



CM 




i -?= 



oi 

CO 


CO 

. CD 
CO 


CD 


CD 



CD 

CO 

CD 



CO 
CO 

LO 


CO 

r 








o 



o 

CO 

CD 

CM 

o 
o 



ON 
QC 



CT> 
CJ3 


0,079 




CD 



05 








CO 


CO . 






• ••: 




c=> 





CO 




CO 


CO 






CD 


CD 



OO • 


CO . 








CD 














o 


CD 



FIG. 20 



TiUe: METHOD FOR PRODUCING ' 

GENE TRANSFERRED DENDRITIC I 

CELLS (AS AMENDED) ' 

Applicant: Shlnjl Okano. et al. ' 
Serial No.: Not yet assigned Customer No.: 21 559 

Docket No.: 50026/058001 Page 2.\ of 25 

21/25 



(A) ALLOGENIC T-CELL (B) DAY 3 SYNGENIC RESPONSE 
RESPONSE 



4000 1 



^ 3000- 

O- 



X 

CO 



2000- 



1000- 




4000 1 



^ 3000- 
< 



2000 
1000 

0' 



CO 



0.0001 0.01 1 
DOSE OF DC 



0.0001 0.01 

DOSE OF DC 



-■-SeV-LPS- 

-A-SeV-LPS+ 
-a- SeV+ LPS- 
-£s-SeV+ LPS+ 



FIG. 21 



TiUe: METHOD FOR PRODUCING 
GENE TRANSFERRED DENDRITIC 
CELLS (AS AMENDED) 
Applicant: Shinji Okano, et al. 
Serial No.: Not yet assigned Customer No.: 21 559 
Docket No.: 50026/058001 Page 33- of 25 

22/25 




10 

ET RATIO 



-DC: MUTANT MARTI 

SeV-GFP-DC: MART1 

CYTOKINE-DG: MUTANT MART1 
■ -DC :Flu 
••• SeV-GFP-DC:Flu 
a - CYTOKINE-DC: Flu 



FIG. 22 



Tide: METHOD FOR PRODUCING 

GENE TRANSFERRED DENDRITIC ' 

CELLS (AS AMENDED) 

Applicant: Shinji Okano, et al. i 
Serial No.: Not yet assigned Customer No.: 21 559 
Docket No.: 50026/058001 Page ^3 of 25 | 

23/25 



CO 

E 
E 

LU 

ID 
_l 
O 
> 

a: 
O 



6000-| 
5000- 
4000- 
3000- 
2000- 
1000- 



P 



X 

I 

f 




20 



10 . 

i 4 4 

DC INJECTION INTO TUMOR 

s c 

INOCULATION 4 
0FB16 SeVIFNP 



■■€>- DC + TUMOR LYSATE (n=6) 
-□- UNTREATED (n=6) 

SeV IFNp DC + TUMOR 
LYSATE (n=9) 

-M-INTRATUMORAL INJECTION 
OF SeV IFNP (n=9) 

•V- LPS DC + TUMOR LYSATE 



(DAYS) 



FIG. 23 



Title: METHOD FOR PRODUCING 

GENE TRANSFERRED DENDRITIC 

CELLS (AS AMENDED) 

Applicant: Shinji Okano. et at. 

Serial No.: Not yet assigned Customer No.: 21559, 

Docket No.: 50026/058001 Page a.U of 25 I 

24/25 




■o- UNTREATED 

-A- POLY l:C 

■-Q- LPS DC 

SeV IFNp DC 

INTRATUMORAL 
INJECTION OF 
SeV IFNp 



125 100 75 50 

ET RATIO 



25 



— f 

0 



FIG. 24 



Title; METHOD FOR PRODUCING ^ 
GENE TRANSFERRED DENDRITIC 

CELLS (AS AMENDED) j 

Applicant: Shinji Okano, et al. ' 

Serial No.: Not yet assigned Customer No.: 2155S 

Docket No.: 50026/058001 Page 35 of 25 

25/25 ! 




FIG. 25 



